Mycobacterial infections in fish are commonly referred to as piscine mycobacteriosis, 22 irrespectively of the specific identity of the causal organism. They usually cause a chronic 23 disease and sometimes may result in high mortalities and severe economic losses. Nearly 20 24 species of Mycobacterium have been reported to infect fish. Among them, M. marinum, M. 25 fortuitum and M. chelonae are generally considered as the major agents responsible for fish 26 mycobacteriosis. As no quick and inexpensive diagnostic test exists, we tested the potential of 27 high resolution melting analysis (HRMA) to rapidly identify and differentiate several 28 Mycobacterium species involved in fish infections. By analyzing both the melting temperature 29 and melting profile of the 16S-23S rRNA internal transcribed spacer (ITS), we were able to 30 discriminate 12 different species simultaneously. Sensitivity tests conducted on M. marinum 31 and M. fortuitum purified DNA revealed a limit of detection of 10 genome equivalents per 32 reaction. The primers used in this procedure did not lead to any amplification signal with 16 33 control non-Mycobaterium species, thereby demonstrating their specificity for the genus 34 Mycobacterium. 35 36 3
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To cite this version: DNA was adjusted to approximately 0.5x10 4 or 0.5x10 6 genome equivalents µl -1 , based on an 142 average genome size of 6.6 Mb, whereas fish DNA was diluted to 10 ng µl -1 . (gyrB) genes) were realized with ClustalX v2 (28) GCACAAGCGGTGGAGCATGTGG-3') and reverse (5'-GCCCGGGAACGTATTCACCG- visualization. Yet, since the software enables a classification into a maximum of 6 groups 209 only, a Tm calling was also applied in order to record the melting temperature of each 210 product. Species were then discriminated according to both their melting profile and melting 211 temperature (Tm). Therefore, their identification could be simply done according to their Tm (Table 3) . M. marinum M. fortuitum 10 6 10 5 10 4 10 3 10 2 10 1 (-) 10 6 10 5 10 4 10 3 10 2 10 1 (-) 
